Background: Overexpression of ATP-binding cassette (ABC) transporters, such as ABCB1 and ABCG2, has been proved to be a major trigger for multidrug resistance (MDR) in certain types of cancer. A promising approach to reverse MDR is the combined use of nontoxic and potent ABC transporters inhibitor with conventional anticancer drugs. We previously reported that FW-04-806 (conglobatin) as a novel Hsp90 inhibitor with low toxicity, capable of attenuating Hsp90/Cdc37 /clients interactions and producing antitumor action in vitro and in vivo. Our early activity screening found that FW-04-806 at non-cytotoxic concentration was able to enhance the cytotoxicity of chemotherapeutic agents on the ABCB1 overexpressing cells. Therefore, we speculated that FW-04-806 might be a promising MDR reversal agent. In the present study we further investigated its reversal effect of MDR induced by ABC transporters in vitro and in vivo.
Background
Chemotherapy is the main treatment for many malignant tumors. Multidrug resistance (MDR) in cancer cells produces cross-resistance towards a huge cluster of structurally and functionally unrelated chemotherapeutic drugs and this significantly decreases the efficacy of cancer chemotherapy [1] . The most common mechanism of MDR is the overexpression of ABC transporters, which actively pump numerous chemotherapeutic drugs out from cancer cells, thereby attenuating the efficacy of chemotherapeutic agents [2] . Currently, 49 members of the ABC transporter family have been identified and are divided into seven subfamilies (from ABCA to ABCG) based on the sequence and structure similarities [3, 4] . The subfamily ABCB1/MDR1/P-glycoprotein, ABCC1/ MRP1, and ABCG2/BCRP play a major role in producing MDR in tumor cells [5] . ABCB1 (MDR1/P-gp) was the first eukaryotic ABC transporter identified that confers MDR in cancer cells [6] . ABCB1, is a 170 kDa membrane-associated glycoprotein, is composed of two homologous halves, each containing six transmembrane domains and an ATP binding domain, separated by a flexible polypeptide linker [7] . It can transport a wide range of antineoplastic drugs such as the anthracyclines, vinca alkaloids, taxanes, and epipodophyllotoxins [8] . ABCG2 is known as a half transporter that effluxes agents with amphiphilic characteristics [9, 10] . It can actively efflux a wide variety of antineoplastic drugs including mitoxantrone, topoisomerase I inhibitors and anthracyclines, as well as fluorescent dyes such as Hoechst 33342 [11] . ABCC1 is a 190-kDa protein that was first discovered in DOX resistant HL60/adr and H69AR cell lines [12, 13] . Its substrates include vinblastine (VLB), vincristine (VCR) and so on.
Since the discovery of ABC transporter inhibitor, combined use of the inhibitor with conventional anticancer drugs may represent a promising strategy to circumvent MDR [14] . To date, three generations of MDR inhibitors have been developed, some of which are currently under clinical trials to evaluate their usefulness in circumventing anticancer drug resistance [2] . However, many of these inhibitors failed to be utilized in clinical application due to the unacceptable toxicity as well as problematic pharmacokinetic interactions [15] . Screening of MDR reversers will provide new sources for research and development of new MDR reversal agents.
FW-04-806, a macrolide dilactone compound with double-oxazole ring, was isolated from the fermentation product of the China-native Streptomyces FIM-04-806, and was identified to be conglobatin [16, 17] . We previously reported that FW-04-806 was a Hsp90 inhibitor with low toxicity, and protein binding experiments and immunoprecipitation had shown that FW-04-806 could interfere with Hsp90 and Cdc37 binding, mediate the degradation of a series of Hsp90 client proteins and produce antitumor action in vitro and in vivo [18] . Based on the early activity screening, we found that FW-04-806 at a non-cytotoxic concentrations could enhance the cytotoxicity of chemotherapeutic agents on the ABCB1-overexpressing cells in vitro. Therefore, we speculate that FW-04-806 may be a promising MDR reversal agent. This work was intended to investgate FW-04-806 on reversing MDR mediated by ABCB1 or ABCG2 and its mechenism.
Materials and methods

Chemicals and reagents
Doxorubicin (DOX), paclitaxel, vincristine (VCR), cisplatin, topotecan, mitoxantrone (MX), verapamil (VRP), KO134, rhodamine123 (Rho123), 3-(4, 5-dimethylthiazol-2-yl)-2, 5-diphenyltetrazolium bromide (MTT) and dimethyl sulfoxide (DMSO) were all purchased from Sigma-Aldrich (St. Louis, MO, USA). SYBR Green qPCR Master Mix was purchased from TaKaRa.
Dulbecco's modified Eagle medium (DMEM) and RPMI-1640 were obtained from Gibco BRL (Thermo Fisher Scientific Inc., Waltham, MA, USA). Monoclonal antibodies against ABCB1, ABCG2, glyceraldehyd-3-phosphate dehydrogenase (GAPDH) were from Santa Cruz Biotechnology (Santa Cruz, CA, USA). FW-04-806 with a purity of more than 98% was obtained from Institute of Materia Medica, Fujian Medical University (Fuzhou, China).
Cell lines
KB (human oral epidermoid carcinoma cell line) and its vincristine-selected ABCB1 overexpressing cell line KBv200 [19] , K562 (human chronic myelogenous leukemia cell line) and its doxorubicin selected ABCB1 overexpressing cell line K562/adr were cultured in RPMI 1640 medium supplemented with 10% FBS in the presence of 5% CO 2 at 37°C. MCF-7 (human breast carcinoma cell line) and its doxorubicin selected ABCB1 overexpressing cell line MCF-7/adr [20] , S1 (human colon carcinoma cell line) and its mitoxantrone-selected ABCG2-overexpressing cell line S1-M1-80 [21] , H460 (human non-small cell lung cancer cell line) and its MXselected ABCG2-overexpressing cell line H460/MX20, HEK293 (human embryonic kidney cell line) and its empty vector or ABCB1, ABCG2 expressing vector stable transfecting cell lines HEK293/pcDNA3.1, HEK293/ABCB1, HEK293/ABCG2-R2 [22] were cultured in DMEM medium supplemented with 10% FBS in the presence of 5% CO 2 at 37°C. The above commercial cell lines were originally obtained from American type culture collection (ATCC). HEK293 and its transfected cell lines were kind gift provided by Dr. Susan Bates (National Cancer Institute, NIH, Bethesda, MD, U.S.A). The transfected cells were cultured in DMEM medium containing 2 mg/mL G418. All cells were grown in drugfree culture medium for more than 2 weeks before assay.
Cell cytotoxicity assay
MTT assay was used to tests cell cytotoxicity and a drug concentration required to inhibit cell growth by 50% (IC 50 ) was used to measure the sensitivity of cell to chemotherapeutic agents as described previously [23] . Briefly, cells growing in logarithmic phase were seeded at a density of 2000~7000 cells per well in 96-well plates. When the cells became adherent 24 h later, a range of different concentrations of conventional chemotherapeutic drugs with or without a fixed combination of FW-04-806 were added to the wells. After 72 h incubation, MTT (5 mg/mL, 20 μL) was added into each well, and 4 h later, the medium was discarded and 150 μL DMSO was added into the wells to dissolve the formazan product from the metabolism of MTT. Finally, optical density was measured at 540 nm by a Model 550 Microplate Reader (Bio-Rad, Hercules, CA, USA). IC 50 was calculated from survival curves using the Bliss method [24] . The fold of resistance MDR cells to a drug was calculated by dividing the IC 50 of the drug for the MDR cells by that of the same drug for the parental sensitive cells. The reversal degree (fold reversal) of a reversal agent for MDR was calculated by dividing the IC 50 of a chemotherapeutic agent to MDR cells without a reversal agent by that of the chemotherapeutic agent with the reversal agent. All experiments were repeated at least three times.
Animal experiments
KBv200 cell xenograft model was established as described previously [25] . Briefly, KBv200 cells at the logarithmic growth phase (2 × 10 7 /0.2 mL/mouse) were inoculated into axillary subcutaneous of athymic nude mice (BALB/c-nu, male, 5 to 6 weeks of age, 18 to 22 g of weight, purchased from Shanghai SLAC Laboratory Animal Co. LTD.). When the tumor volume reached to 5 × 5 mm 3 , the mice were randomized into four groups by tumor size and received various treatments: (a) vehicle (gavage/p.o., q3d); (b) vincristine (0.5 mg/kg, tail vein injection/i.v., q3d); (c) FW-04-806 (100 mg/kg, gavage/p.o., q3d); (d) FW-04-806 (100 mg/kg, gavage/p.o., q3d, given 1 h before injecting vincristine) plus vincristine (0.5 mg/kg, tail vein injection/i.v., q3d). The body weights of the animals, tumor's long diameter (L) and short diameter (W) were recorded every 3 days, and tumor volume (V) was estimated according to the following formula: V = L × W 2 /2. At the end of the observation period, the mice were euthanized and the xenografts were excised and weighed. The curves of tumor growth was drawn according to tumor volume and days after treatment. The ratio of growth inhibition (IR) was calculated according to the following formula [25] : The animal experiment protocols were approved by animal care and use committee, Fujian Medical University, China.
DOX and Rho 123 accumulation assay
Flow cytometry assay was performed to measure the effects of FW-04-806 on the intracellular accumulation of DOX or Rho 123 in cancer cells as previously described [19] . Briefly, cells were seeded in six well plates overnight and were pretreated with different concentrations of FW-04-806 or vehicle at 37°C for 3 h; DOX (10 μM) or Rho 123 (5 μg/mL) was added to the medium for further incubation for another 3 h or 0.5 h respectively, then the cells were collected, centrifuged, and washed 3 times with chilled phosphate buffered saline (PBS). Finally, the cells were resuspended in 500 μL PBS and analyzed by flow cytometry (Cytomics FC500, Beckman Coulter Inc., Brea, CA, USA). Verapamil, a known ABCB1 inhibitor, was used as a positive control for ABCB1-overexpressing cells [26] . KO134, a specific ABCG2 inhibitor, was used as a positive control for ABCG2-overexpressing cells [27] .
DOX efflux assay
DOX efflux was performed as described earlier [28] . KBv200 or S1-MI-80 cells were pre-treated with 10 μM DOX at 37°C for 3 h. The cells were washed three times with PBS and incubated with fresh culture media in the presence or absence of 5 μM FW-04-806 for KBv200 cells or 10 μM FW-04-806 for S1-MI-80 cells at 37°C for 0, 15, 30, 60 and 90 min respectively. Then, the cells were collected at the different time points and washed three times with ice-cold PBS. Finally, the cells were resuspended in ice-cold PBS buffer for flow cytometric analysis immediately.
ABCB1 ATPase activity assay
ABCB1 ATPase Activity Assay Kit (Promega, V3601) was used to evaluate the effect of FW-04-806 on ATPase activity of recombinant human ABCB1. We prepared a series of concentrations of FW-04-806 solution to be tested according to the manufacturer's protocol.
Western blot analysis
Western blot analysis was performed as previously described [29] . The cells were treated with a range of different concentrations of FW-04-806 and were collected at time points. The proteins were extracted and the concentrations were determined using the BCA Protein Assay kit (Thermo Scientific). Equal amounts of proteins were separated by SDS-PAGE and transferred to polyvinylidene difluoride membranes. After blocking with 5% non-fat milk for 2 h at room temperature, the membranes were incubated with the indicated primary antibodies overnight at 4°C. The membranes were then washed three times and incubated with horseradish peroxidase conjugated secondary antibody for 2 h at room temperature. After three washes, proteins were detected using the chemiluminescent detection reagents. GAPDH was used as a loading control.
Real-time quantitative PCR ABCB1 and ABCG2 mRNA expression level was assayed as previously described [30] . After treatment of FW-04-806, total cellular RNA was isolated by Trizol Reagent RNA extraction kit. The first strand cDNA was synthesized by cDNA reverse transcription kit (TaKaRa). Realtime quantitative PCR primers were 5′-CAGGCTTGCT GTAATTACCCA-3′(forward) and 5′-TCAAAGAAAC AACGGTTCGG-3′(reverse) for ABCB1, 5′-TGGCTG TCATGGCTTCAGTA-3′(forward) and 5′-GCCACG TGATTCTTCCACAA-3′(reverse) for ABCG2, 5′-GAGTCAAGGATTTGGTCGT-3′(forward) and 5′-GATCTCGCTCCTGGAAGATG-3′(reverse) for GAPDH, respectively. SYBR Green Assay kit (TaKaRa) was used for real time PCR reaction, following manufacturer's protocol. Relative quantification of ABCB1 or ABCG2 was analyzed using the 2 -△△Ct method as a ratio relative to the GAPDH expression level in each sample, respectively.
Docking analysis
To understand the possible interaction between FW-04-806 and ABCB1, molecular docking study was carried out. We used the molecular structure of human P-glycoprotein (PDB ID: 6C0V) provided by Y. Kim, which contains two cytoplasmic nucleotide binding domains (NBDs) and two transmembrane domains (TMDs) [31] . The two NBDs together bind and hydrolyse ATP to provide a driving force for transport, while the TMDs are involved in substrate recognition and translocation across the lipid membranes ( Fig. 7a-b ) [32] . Before performing ligand docking, Multi-Channel Surface Mode was adopted to search for the binding pocket and to generate the protomol of the P-glycoprotein [33] . Then the energy minimized structure of FW-04-806, Doxorubicin (DOX) and Paclitaxel (PTX) were subjected to SurflexDock program in SYBYL-X 2.0 version. The docking scores are expressed in units of -lgK d to evaluate the docking results, where K d represents a dissociation constant of a ligand; The scores represent the affinity between the ligand and the P-glycoprotein [34] .
Statistical analysis
Results were shown as mean ± SD. All experiments were repeated at least three times, and the differences were determined by using the Student t test. The statistical significance was determined to be " * " P < 0.05 and " ** " P < 0.01.
Results
FW-04-806 enhanced the efficacy of substrate chemotherapeutic agents in ABCB1 and ABCG2 overexpressing cells in vitro
The structure of FW-04-806 is shown in Fig. 1a . To find out the suitable concentration of FW-04-806 for reversing MDR in vitro, we firstly examined the cytotoxic effect of FW-04-806 on different cell lines by MTT assay. As shown in Fig. 1b~h , the results showed that the IC 50 values of FW-04-806 in ABCB1 overexpressing cell lines were all more than 13 μM and that in ABCG2 overexpressing cell lines all more than 50 μM. Thus, we chose concentrations of 5 μmol/ L and 10 μmol/L FW-04-806 as the maximum concentration for further reversal assay in ABCB1 and ABCG2 overexpressing cell lines respectively, at the chosen concentrations more than 80% of cells surviving. In addition, the IC 50 values of FW-04-806 in ABCB1 or ABCG2 overexpressing cell lines were much closer to that in their parental sensitive cells, and the range of fold-resistance in MDR cell lines was from 0.78 to 2.67 (Fig. 1b~h) , which similar to that of non-substrate drugs in the same MDR cell lines (from 0.5 to 5.8) ( Table 2 ). These data suggested that FW-04-806 may be a 
FW-04-806 enhanced the anticancer effect of vincristine in ABCB1 overexpressing KBv200 cell xenografts model in vivo
To investigate whether FW-04-806 could reverse ABCB1-mediated MDR in vivo, we established the ABCB1 overexpressing multidrug-resistant KBv200 cell xenograft model in nude mice. Corresponding to the use of non-cytotoxic concentration as the reversal dose in vitro, the dose with no significant inhibition on tumor growth was selected as the reversal dose of MDR in vivo, which was determined to be 100 mg/kg by preliminary experiments. There was no significant difference in tumor size between animals treated with vehicle, FW-04-806 or vincristine alone (Fig. 2a) . However, the group of combination of FW-04-806 with vincristine had greater inhibitory effect on tumor growth compared with vincristine or FW-04-806 alone group (P < 0.05; Fig. 2a , b, and d), and the inhibition rate of tumor weight was 57.39%. Furthermore, no significant weight loss or mortality was observed in the mice. These data suggested that FW-04- The image of tumors size in four groups excised from the mice on the 28th day after implantation. c Animals' body weights were measured every 3 days, and the average percentage change was calculated. d The average tumor weight of each group was calculated after the tumors excised from the mice. The four treatment groups were: (1) saline (i.g., every 3 day); (2) vincristine (0.5 mg/kg, i.v., every 3 day); (3) FW-04-806 (100 mg/kg, i.g., every 3 day); (4) FW-04-806 (100 mg/kg, i.g., every 3 day, given 1 h before vincristine administration) plus vincristine (0.5 mg/kg, i.v., every 3 day). Data shown are mean ± SD for each group; * P < 0.05 806 had significant reversal effect on ABCB1-mediated MDR in vivo without observed adverse effect.
FW-04-806 increased the intracellular accumulation of DOX or Rho 123 in ABCB1 or ABCG2 overexpressing cells
The significantly synergistic effect from combination of FW-04-806 with substrate anticancer drugs in vitro and in vivo suggested its reversal MDR effects. Therefore, we detected the effect of FW-04-806 on the intracellular accumulation of DOX or Rho 123, the substrate agents of ABC transporters, in ABCB1 or ABCG2 overexpressing cell lines (KBv200, K562/adr, MCF-7/ adr, HEK293/ABCB1 and S1-MI-80) by flow cytometry analysis. The intracellular accumulation of DOX or Rho 123 was significantly lower in ABCB1 or ABCG2 overexpressing resistant cells than that in their parental sensitive cells. When treated with FW-04-806, the intracellular accumulations of DOX (Fig. 3) or Rho 123 (Fig. 4) significantly increased in the resistant cells, rather than in their parental sensitive cells. The present findings suggested that FW-04-806 was able to inhibit the function of ABCB1 and ABCG2, subsequently increased the intracellular accumulation of DOX and Rho 123 in ABCB1 or ABCG2 overexpressing cells.
FW-04-806 inhibited the efflux of DOX in ABCB1 or ABCG2 overexpressing cells
To determine whether the increased intracellular accumulation of DOX was due to the inhibitory effect of FW-04-806 on MDR cell efflux, we performed an efflux assay. The efflux of DOX over 90 min after an initial drug accumulation was monitored. As expected, after 90 min efflux DOX retention dropped remarkably from 100% (0 min) to 37.9% (90 min) in ABCB1 overexpressing KBv200 cells (Fig. 5a ), or from 100% (0 min) to 48.5% (90 min) in ABCG2 overexpressing S1-MI-80 cells (Fig. 5b) . While after pretreatment with FW-04-806 5 μM in KBv200 cells or 10 μM in S1-MI-80 cells, the efflux of DOX was significantly inhibited, therefore it resulted in an increase of DOX retention in KBv200 cells from 37.9 to 66.8% (Fig. 5a ) or in S1-MI-80 cells from 48.5 to 76.8% (Fig. 5b) at the 90 min time point. The results showed that FW-04-806 inhibited efflux function of ABC transporter for substrate drugs in ABCB1 or BCG2 overexpressing cells.
FW-04-806 have no significant effect on the ATPase activity of ABCB1
A crucial role of ABC transporters in the development of MDR is achieved by pumping out drugs from the cells, and this process is coupled to the energy of ATP hydrolysis on the ATPase domain of ABC transporters, and most transport substrates were able to stimulate the activity of the ATPase. We used ABCB1 ATPase Activity Assay Kit (Promega, V3601) to evaluated the ABCB1 ATPase activity in the presence of indicated concentrations of FW-04-806, VRP and Na 3 VO 4 . The assay relies on the ATP-dependence of the light-generating reaction of luciferase. After a pool of ATP is first exposed to the ATPase, ATP consumption is detected as a decrease in luminescence from a second reaction with a recombinant luciferase, thus the greater the decrease in signal, the higher the ATPase activity. The results showed that VRP could increase the ATPase activity of ABCB1, Na 3 VO 4 inhibited that, while FW-04-806 had no significant effect on the ATPase activity of ABCB1 (Fig.  5c ).
FW-04-806 did not obviously alter the expression levels of ABCB1 and ABCG2
The reversal of ABCB1 and ABCG2 mediated MDR could be achieved by either inhibiting ABC transporter function or downregulating their expression levels. Therefore, the effect of FW-04-806 on the expression of ABCB1 and ABCG2 was detected by Western blot and qRT-PCR assay (Fig. 6) . The results showed that FW-04-806 did not obviously alter the protein or mRNA expression levels of both ABCB1 and ABCG2, even up to the concentration of 50 μmol/L (in KBv200 cells) and 100 μmol/L (in H460/MX20 cells) and the extension of exposure time to 72 h. The results revealed that reversal MDR of FW-04-806 was through inhibiting the transport function of ABCB1 ro ABCG2, but not by downregulating their expression. 
Molecular docking and binding site analysis
The molecular structure of human P-glycoprotein (PDB ID: 6C0V) contains two transmembrane domains (TMDs) and two symmetrical ATPase sites in NBDs ( Fig. 7a and b) . Firstly, we docked ATP or FW-04-806 to the ATP-binding sites, which exhibited that ATP had high docking scores of 14.16 at the ATPbinding site 1 and 12.20 at the ATP-binding site 2 (Fig. 7c) . However, FW-04-806 had a docking score of 4.09 at the ATP-binding site 1 and 1.48 at the ATP-binding site 2 ( Fig. 7d and e) . It suggested that the affinity of FW-04-806 to the ATPase sites was much lower than that of ATP, which was consistent with the result that showed no significant effect of FW-04-806 on the ATPase activity of ABCB1 (Fig.  5c) . Then, FW-04-806 was docked to TMDs, the "best" protomol was generated inside the TMDs of ABCB1 (Fig. 7b) with a highest docking score of 7.47 (Fig. 7f) . Thus, we chose this protomol to dock DOX or PTX to TMDs, the docking scores were 5.71 and 6.89 respectively ( Fig. 7g and h reversed MDR by inhibiting the efflux function of ABC transporters subsequently increasing the intracellular concentration of substrate chemotherapeutic agents with no effect on expression of the transporters. However, what is the possible mechanism in which FW-04-806 inhibits the efflux function of the transporters? In the majority of ABC transporters, ATP hydrolysis is mediated by two nucleotide-binding domains (NBDs), which closely interacts with two transmembrane domains (TMDs). Conformational changes occurring at the level of NBDs, upon ATP hydrolysis are further transmitted to TMDs, which form the dynamic channel through which the substrates pumped out of the cell [35] . As substrate translocation by ABC transporters is fueled by the energy of ATP hydrolysis, and substrates in most cases increase the turnover and ATP hydrolysis of the transporter, therefore we tested the effect of FW-04-806 on the ATPase activity. But FW-04-806 exhibited no influence on ATPase activity of ABCB1, which is not like many identified reversal agents (e.g., Verapamil) that stimulated the basal ATPase activity. The pattern of their interactions can be inferred from the molecular docking of FW-04-806 and ABCB1.
It was found that the affinity between FW-04-806 and the ATP binding site in NBDs of ABCB1 is much lower than that of ATP, which may explain why FW-04-806 has no significant influence on ATPase of ABCB1. The docking of FW-04-806 with the substrate binding site of TMD in ABCB1 suggests that FW-04-806 has a higher affinity to the substrate binding site than the substrate anticancer drugs. Therefore, it can be imagined that FW-04-806 may preferentially bind with the substrate binding site and reject substrate anticancer drugs binding to the site, which may inhibit the conformational changes of TMD and thus suppress the efflux of the substrate anticancer drugs, increase the intracellular concentration of substrate chemotherapeutic agents, and result in reversing MDR.
Conclusions
In conclusion, we found for the first time that FW-04-806 (conglobatin), a macrocyclic dilactone compound obtained from the fermentation products of streptomyces, can significantly reverse MDR in ABCB1 and ABCG2 over expression cells at the non-cytotoxic concentration, and significantly enhance the antitumor effect of vincristine, a substrate anticancer drug, in ABCB1 overexpressing KBv200 cell xenografts in vivo. The mechanism of its reversal MDR may be related to the inhibition of the efflux pump function of ABC transporters and then increase of the intracellular concentration of substrate anticancer drugs. However, FW-04-806 has no influence on the expression of ABCB1 or ABCG2 in MDR cells both at protein and mRNA levels, nor on the ATPase activity of ABC transporters. FW-04-806 is a compound that has both anti-tumor and reversal MDR effect, and its antitumor clinical application is worth further study. 
